. Analysis of reporter activities and mRNA levels in different human cell lines. (A) Quantification of reporter mRNA in HeLa cells transfected with RL reporter constructs. mRNA was isolated two days after transfection (60 hours post-induction with Tet). RL reporter mRNA expression was normalized to EGFP mRNA expressed from a co-transfected plasmid. Histogram shows normalized mean values of RL mRNAs relative to RL mRNA level in cells transfected with the control RL reporter (pRL-Con), which was set to 100%. Error bars (SEM) are derived from five northern blot experiments. (B) Activity of RL reporter constructs pRL-Con, pRL-Perf, and pRL-3xBulge A and B in transfected MCF-7 and A-549 cells. RL activity values are expressed relative to the activity of firefly luciferase (FL) encoded by the co-transfected pFL-Con. RL/FL values in cells transfected with the control RL reporter (pRL-Con) were set to 100%. Histogram shows normalized mean values (±SEM) of RL/FL activity from three experiments performed in duplicates. (C) Northern blot analysis of expression of RL reporters in MCF-7 and A-549 cells. mRNA was isolated two days after transfection (60 hours postinduction with Tet). RL mRNA levels (quantified from phosphorimager scans) were normalized to 28S rRNA levels, which were quantified in Image Quant (Molecular Dynamics) from .tiff images of ethidium bromide-stained agarose gels. Error bars represent a range of data from two independent northern blot experiments. Panels below the graph show images from one experiment. Abbreviations: Con, pRL-Con; Perf, pRL-Perf; 3xA, pRL-3xBulgeA; 3xB, pRL-3xBulgeB.
. Detailed cleavage map of RL reporter constructs. 293 cells were transiently transfected with the RL reporter constructs and termini of degraded reporter transcripts were maped by 5'RACE. Perfect or bulged let-7 miRNA binding sites are indicated in a bold face. The primer binding site for the second nested PCR primer is underlined. Arrows depicts termini of individual clones mapped by the 5'RACE analysis. Numbers above arrows indicate the numbers of clones with an identical end. Supplementary Table 2 Statistical analysis of significance of occurrence of motifs matching the seeds of miR-17/20/106, miR-30, and miR-142 (supplement for Figure 7 ). Statistically significant differences (p<0.05) are highlighted in yellow. 
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